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Summary
The evolution of tolerance to future climate change depends
on the standing stock of genetic variation for resistance to
climate-related impacts [1, 2], but genes contributing to
climate tolerance in wild populations are poorly described
in number and effect. Physiology and gene expression pat-
terns have shown that corals living in naturally high-temper-
aturemicroclimates aremore resistant to bleaching because
of both acclimation and fixed effects, including adaptation
[3]. To search for potential genetic correlates of these fixed
effects, we genotyped 15,399 single nucleotide polymor-
phisms (SNPs) in 23 individual tabletop corals, Acropora
hyacinthus, within a natural temperature mosaic in backreef
lagoons on Ofu Island, American Samoa. Despite overall
lack of population substructure, we identified 114 highly
divergent SNPs as candidates for environmental selection,
via multiple stringent outlier tests, and correlations with
temperature. Corals from the warmest reef location had
higher minor allele frequencies across these candidate
SNPs, a pattern not seen for noncandidate loci. Furthermore,
within backreef pools, colonies in the warmest microcli-
mates had a higher number and frequency of alternative
alleles at candidate loci. These data suggest mild selection
for alternate alleles at many loci in these corals during
high heat episodes and possible maintenance of extensive
polymorphism through multilocus balancing selection in
a heterogeneous environment. In this case, a natural popu-
lation harbors a reservoir of alleles preadapted to high
temperatures, suggesting potential for future evolutionary
response to climate change.
Results
Thermal Environment
On Ofu Island in the National Park of American Samoa, a nat-
ural temperature mosaic over a small spatial scale provides
an ideal natural laboratory for studying temperature adapta-
tion. Two adjacent backreef pools differ in temperature
regime: the highly variable (HV) pool experiences tempera-
tures as high as 35C and as low as 24.5C [4], whereas the
moderately variable (MV) pool ranges from 32C–25C (Fig-
ure 1A; Figure S1 available online). Corals in these pools
bleach at temperatures of 33C–35C [5, 6] but tolerate cool
temperatures of 24C for over a week (R.A.B. and S.R.P., un-
published data). As a result, temperature variability in the HV
pool appears to be stressful at the extreme upper ranges.
We have previously shown that colonies of Acropora hyacin-
thus (sp. E in [7]) from the HV pool are more heat resistant in
standardized tests conducted over 24 hr [3] or 72 hr [5].*Correspondence: rbay@stanford.eduWe mapped temperatures experienced by 23 A. hyacinthus
colonies over a 7month period, February 2011 to August 2011.
Colonies in the HV pool surpassed 31C, the approximate ex-
pected bleaching threshold for American Samoa (http://www.
coralreefwatch.noaa.gov), 0.47%–0.95%of the time (average=
0.67%), whereas individuals from the MV pool spent only 0%–
0.20% of the time above 31C (average = 0.09%) (Figure 1B).
The amount of time spent above 31C among individuals is
also significantly more variable in the HV pool (F test p =
0.01). Similar differences occur between pools at 32, 33,
and 34C thresholds.
Colony SNP Differences and FST Outliers
To identify single nucleotide polymorphism (SNP) correlates of
environment, we constructed and sequenced cDNA libraries
from these same 23 A. hyacinthus colonies from the HV pool
(n = 10) and MV pool (n = 13). Mapping reads to the annotated
transcriptome from Barshis et al. [6] showed 107,693 high-
quality SNPs, of which 15,399 could be confidently called in
all individuals. FST calculations between the HV and MV pools
showed higher FST values than expected across the 15,399
SNPs for all FST greater than 0.05 (95.5% randomizations had
corrected Kolmogrov-Smirnov test p % 0.05, Figure S2). An
FST outlier test showed 2,807 significant outliers (false discov-
ery rate [FDR]-corrected p % 0.05), of which 1,445 had FST >
0.05. Because such tests likely yield many false positives [8],
we also conducted a bootstrap resampling scheme. We con-
ducted multiple runs of the simulation-based outlier analysis
and discarded loci that did not appear in at least 70% of ana-
lyses, a cutoff commonly used for phylogenetic analyses [9]:
a total of 251 SNPs passed this bootstrap filter.
Temperature and Colony Genetics
As a second way to sort loci for environmental selection, we
filteredoutlier loci for those atwhich individual genotypes corre-
lated highly with individual temperature measurements. We
used permutational ANOVA to compare genotype with fraction
of time spent above 31C for each individual, a metric that is
consistent across multiple seasons (p < 0.01; Figures 3A and
S1). Among all SNPs, this analysis yielded 1,006 loci associated
with temperature (uncorrectedp%0.05).Of these,114werealso
FSToutlierswithR70%bootstrapscoreandFST>0.05.Because
these loci passed tests for outlier status, highFST, and genotype
correlationwithcolony temperature,weused these114SNPsas
candidates for environmental selection (Table S1).
For each SNP, we denoted the most frequent allele as the
‘‘reference’’ allele and the other allele as the ‘‘alternate’’ or ‘‘mi-
nor’’ allele. One unexpected pattern was that minor allele fre-
quencies for candidate SNPs were generally higher in the HV
pool, instead of having been evenly distributed among popula-
tions as were the noncandidate SNPs (Figure 2). For example,
a homolog of the deformed epidermal autoregulatory factor
(DEAF1) contains eight candidate SNPs. For seven of these
SNPs, all individuals in the HV pool possessed at least one
copy of the alternate allele (Figure 3B). Yet in the MV pool,
the reference homozygote was the most common genotype.
Across all candidate SNPs, each HV pool coral had alternate
alleles at, on average, 57 of the 114 candidate loci, compared
Figure 2. Polymorphism at 114 Candidate SNPs Is Maintained across a
Heterogeneous Environment
Top: frequency of alternate (minor) alleles in candidate genes in the HV and
MV pools. Colors indicate the percent of candidate loci with minor alleles for
each individual. Inset shows histograms of minor allele frequency distribu-
tions. Left panel of inset shows distributions for all 15,399 SNPs, whereas














Figure 1. Sampling Sites, Thermal Environment, and Symbiont Type
(A) Map of sampled sites on Ofu Island, American Samoa. The white box
highlights the region that is expanded in (B) and (C).
(B) Proportion of time spent above 31C for each individual sampled from
the highly variable (HV) and moderately variable (MV) pools.
(C) Results from symbiont typing analysis.
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2953to 32 loci in MV individuals (p < 0.001; Figure 2; Table S2). We
also found a strong correlation between the fraction of time
spent above 31C for each colony and the fraction of loci
with alternative alleles (Figure 3C: R2 = 0.74, p < 0.001).
Because these differences might include a pool effect, not
just a temperature difference, we also compared corals living
in different temperature microclimates within pools. Although
we had little power to detect significant trends within pools,
we saw a positive trend within the MV when the number of
alternate alleles at candidate loci was compared to thermal
environment (Figure 3C). Although outliers in the HV pool
obscured a similar trend, grouping colonies based onmicrocli-
mate showed a similar pattern—individuals in warmer micro-
climates within the HV pool harbored more alternate alleles
at candidate loci (Figure S3).
Overall colony genetic relationships also show higher vari-
ance in the HV pool. Our initial principal-component analysis
(PCA) (Figure 4A) had four obvious outliers, three from the HV
pool and one from the MV pool. The outlier from the MV pool
(AH28) has the highest fraction of candidate loci with alternate
alleles and lives in the third warmest microclimate. With these
individuals removed, the PCA yielded six outliers, all from the
HV pool. Individuals did not strictly cluster by pool; rather,
warm microclimate colonies were scattered across the PCA,
and HV individuals from the coolest microclimate group were
grouped within the cooler MV cluster (Figure S4). Other prin-
cipal-component (PC) axes were related more directly to tem-
perature. PC4 was highly correlated with time above 31C and
was strongly influenced by variation in candidate SNPs: 34 of
these loci (29.8%) were weighted in the top 5% on PC4.
Location, Temperature, and Symbionts
Every individual we sampled hosts a mixture of the thermally
tolerant clade D of Symbiodinium and the less tolerant clade
C [10–13]. However, most colonies in the HV pool weredominated (>85%) by clade D, whereas colonies from the MV
pool more often hosted either clade C or D (Figure 1C).
Because of this location effect, symbiont clade covaried with
temperature across pools. However, within pools, the relation-
ship was weak (R2 = 0.09, p = 0.16), and there were no strong
genetic correlations of any of our loci with symbiont typewithin
the MV or HV pools. These data suggest that symbiont type
does not play a major role at the loci we characterize here.
Gene Families Associated with Selection Candidates
Of 92 contigs that contain our 114 candidate SNPs, 68 had
annotations from protein databases (Table S1) [6]. Candidate
loci included proteins involved in heat stress response,
including heat shock genes (3 contigs), protein recycling
(3 contigs), and apoptosis. Although these gene families
are known to be involved in heat stress reaction in corals [6,
14–16], formal gene ontology (GO) analysis showed no gene
categories with significant enrichment (FDR p > 0.05) among
our candidate genes.
Discussion
SNP variation at 114 loci is correlated with thermal environ-
ment in the coral A. hyacinthus. Many loci appear to be
involved, rather than a few key genes. Similar to other studies
of the evolution of complex environmental traits in natural pop-
ulations, this result is consistent with a model of multigenic
adaptation that is the cumulative result of a number of small-
effect variants across many different cellular pathways [17,
18]. This pattern is similar to that observed in several forest
tree species where adaptive variation is not the result of one
allelic variant but rather the product of a number of small-effect
variants [18]. In effect, thermal tolerance may be a quantitative
trait conferred by alleles at many interacting loci. Such adap-
tive genetic variation over small spatial scales may provide a




Figure 3. Relationship between Genotype and Thermal Environment
(A) Relationship between genotype and fraction of time spent above 31C for
the DEAF1 homolog. Error bars indicate SEM for each genotype category.
(B) Genotypes at 13 SNPs of theDEAF1 homolog, which could be genotyped
in all individuals. Here, each row represents an individual coral colony, and
each column represents an SNP. Column names indicate the position of the
SNP within the contig from the A. hyacinthus transcriptome assembly [10].
Positions with amino acid changing SNPs are marked with an asterisk (*).
(C) Significant relationship (R2 = 0.74, p < 0.001) between the number of loci
at which a coral has alternative alleles for candidate loci and the tempera-




Figure 4. Principal-Component Analysis of 15,399 SNPs for A. hyacinthus
Colonies on the Backreef of Ofu Island
Principal-component analysis (PCA) of 15,399 SNPs genotyped in 23
A. hyacinthus individuals.
(A) PCA with all individuals.
(B) PCA with four outlier individuals removed.
(C) Correlation (R2 = 0.42, p = 0.0004) between the fourth principal compo-
nent axis (PC4) and the proportion of time an individual spends above 31C.
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Correlations between individual genetics and climate variables
have been discovered in a number of species, including forest
trees [19, 20], herbaceous plants [21, 22], and humans [23]. In
our system, 114 SNPs, about 0.7% of the total, have signals ofselection, a fraction similar to other marine studies that used
comparable FST outlier approaches filtered by multiple criteria.
For example, DeWit and Palumbi [24] found 3%of 21,579 SNPs
to be FST outliers in populations of red abalone, and Hess et al.
[25] found the same fraction in Pacific lamprey. However,
those studies were done over much larger spatial scales (600–
2,000 km). Corals such asA. hyacinthus have a 7–10 day period
of free-swimming larval development [26]. Because pools are
so close together compared to dispersal scale, selective differ-
entiationatover100 lociprobablydemandshighselectionpres-
sure on settling coral larvae. The genetic load implied by this
selectionmay requiremanysettlingcoral larvae todieasa result
of mismatches between genotype and environment [27].
Thermal Adaptation in Corals
2955Our data show that candidate SNPs for environmental selec-
tion have higher minor allele frequencies in the HV pool
compared to the MV pool and that corals with a larger number
of alternative alleles live at higher local temperatures (Fig-
ure 3A). These patterns are consistent with spatial balancing
selection, when habitats with different selection pressures
select for different alleles from a common gene pool [28].
Because the HV pool is small relative to the remainder of the
reef, the overall frequencies of beneficial alleles are expected
to be small. Colonies may be succeeding in several different
ways depending on their genetic makeup, and it is possible
that the number of loci at which an individual has the HV alter-
nate allele relates to the individual’s fitness (Figures 2 and 3A).
The observed pattern also suggests a fitness tradeoff: if an
alternative allele is beneficial in the HV pool, but not detri-
mental elsewhere, then that allele should rise to fixation. The
maintenance of polymorphism therefore suggests that either
the two environments favor different genotypes or sufficient
time has not passed for them to rise to fixation. Further studies
on fitness effects of putatively adaptive variants will help
differentiate between these possible scenarios.
Heat Tolerance and Local Microclimate
Corals in the HV and MV pools, including some of the same
corals used here, show different levels of heat tolerance and
alsoshowmarkeddifferences ingeneexpressionduringexper-
imental heat stress [6]. Palumbi et al. [3] performed reciprocal
transplants between the HV and MV pools and showed that
about half the increase of heat tolerance in the HV pool was
due to acclimation of A. hyacinthus, and approximately half
was due to fixed effects, including adaptation and epigenetic
effects. These studies also examined differential gene expres-
sion during heat stress, and many of the dominant pathways
are the same as those that we found to have candidate SNPs.
For example, studies of stress response in coral have found
regulation of heat shock proteins and related transcription fac-
tors [6, 14, 15]. In our data, we see a signal for selection in pro-
teins that interact with heat shock proteins, such as HSC70.
The ubiquitin pathway is also known to be involved in heat
stress and thermal tolerance [29, 30]. In addition, regulation
of antioxidant defense and apoptosis genes, many of which
were identified as selection candidates, is known to change
expression in response to heat stress in corals [6, 15, 16].
Perhaps such physiological responses to stress have become
incorporated into the genome through coding-region changes
that alter gene function in an environment where individuals
regularly experience stressful conditions. It is also possible
that our focus on coding-region SNPs has missed numerous
SNPs in gene regulatory regions, which appear to be common
in genetic systems research (see [31] for review). Lastly, pool
effects besides temperature may play a role in selection
among our candidate loci.
Standing Variation and Climate Change Response
Our results pinpoint SNPs that are potentially adapted to
different levels of thermal variability between pools. The data
suggest standing variation in thermal tolerance within popu-
lations of A. hyacinthus and that selection in the HV pool
produces genetic change at a number of loci. As ocean tem-
peratures increase, beneficial genetic variants may become
important for the maintenance of populations and species.
Especially in highly dispersing species, these adapted popula-
tions might be able to seed more susceptible ones. Many cur-
rent models that predict species response to climate change,however, assume that thermal tolerance is static not only
within a population but also over time. For example, the model
used by the National Oceanic and Atmospheric Administration
to predict coral reef bleaching as well as long-term response
assumes a fixed bleaching threshold that varies over latitude,
but not temporally [32]. Studies have shown that incorporating
adaptation into these models could greatly impact predictions
for the future of coral reefs [33, 34].
Our results uncover a wealth of possible beneficial genetic
variation and suggest a capacity for future adaptation of coral
populations. Given that there is a role for genetic adaptation in
thermal tolerance, future studies could focus on the rates at
which this adaptation occurs. The relationship between the
adaptive rate and the rate of temperature increase will deter-
mine whether natural selection can potentially mitigate nega-
tive impacts of anthropogenic climate change.
Supplemental Information
Supplemental Information includes Supplemental Experimental Proce-
dures, four figures, and two tables and can be found with this article online
at http://dx.doi.org/10.1016/j.cub.2014.10.044.
Acknowledgments
We would like to thank Dan Barshis, Francois Seneca, Lupita Ruiz-Jones,
and Dimitri Tolleter as well as Carlo Caruso and the U.S. National Park of
American Samoa for help with sample collection; wewould also like to thank
the S.R.P. laboratory for many helpful discussions. This project was funded
by the Gordon and Betty Moore Foundation.
Received: June 27, 2014
Revised: September 8, 2014
Accepted: October 14, 2014
Published: November 26, 2014
References
1. Etterson, J.R., and Shaw, R.G. (2001). Constraint to adaptive evolution
in response to global warming. Science 294, 151–154.
2. Hoffmann, A.A., and Sgro`, C.M. (2011). Climate change and evolutionary
adaptation. Nature 470, 479–485.
3. Palumbi, S.R., Barshis, D.J., Traylor-Knowles, N., and Bay, R.A. (2014).
Mechanisms of reef coral resistance to future climate change. Science
344, 895–898.
4. Craig, P., Birkeland, C., and Belliveau, S. (2001). High temperatures
tolerated by a diverse assemblage of shallow-water corals in
American Samoa. Coral Reefs 20, 185–189.
5. Oliver, T.A., and Palumbi, S.R. (2011). Many corals host thermally resis-
tant symbionts in high-temperature habitat. Coral Reefs 30, 241–250.
6. Barshis, D.J., Ladner, J.T., Oliver, T.A., Seneca, F.O., Traylor-Knowles,
N., and Palumbi, S.R. (2013). Genomic basis for coral resilience to
climate change. Proc. Natl. Acad. Sci. USA 110, 1387–1392.
7. Ladner, J.T., and Palumbi, S.R. (2012). Extensive sympatry, cryptic
diversity and introgression throughout the geographic distribution of
two coral species complexes. Mol. Ecol. 21, 2224–2238.
8. Lotterhos, K.E., and Whitlock, M.C. (2014). Evaluation of demographic
history and neutral parameterization on the performance of FST outlier
tests. Mol. Ecol. 23, 2178–2192.
9. Hillis, D.M., and Bull, J.J. (1993). An empirical test of bootstrapping
as a method for assessing confidence in phylogenetic analysis. Syst.
Biol. 42, 182–192.
10. Baker, A.C., Starger, C.J., McClanahan, T.R., and Glynn, P.W. (2004).
Coral reefs: corals’ adaptive response to climate change. Nature
430, 741.
11. Fabricius, K.E., Mieog, J.C., Colin, P.L., Idip, D., and van Oppen, M.J.
(2004). Identity and diversity of coral endosymbionts (zooxanthellae)
from three Palauan reefs with contrasting bleaching, temperature and
shading histories. Mol. Ecol. 13, 2445–2458.
12. Glynn, P.W. (1996). Coral reef bleaching: facts, hypotheses and implica-
tions. Glob. Change Biol. 2, 495–509.
Current Biology Vol 24 No 24
295613. Rowan, R. (2004). Coral bleaching: thermal adaptation in reef coral sym-
bionts. Nature 430, 742.
14. Polato, N.R., Altman, N.S., and Baums, I.B. (2013). Variation in the
transcriptional response of threatened coral larvae to elevated temper-
atures. Mol. Ecol. 22, 1366–1382.
15. Csa´sza´r, N.B.M., Seneca, F.O., and Van Oppen, M.J.H. (2009). Variation
in antioxidant gene expression in the scleractinian coralAcropora mille-
pora under laboratory thermal stress. Mar. Ecol. Prog. Ser. 392, 93–102.
16. DeSalvo, M.K., Voolstra, C.R., Sunagawa, S., Schwarz, J.A., Stillman,
J.H., Coffroth, M.A., Szmant, A.M., and Medina, M. (2008). Differential
gene expression during thermal stress and bleaching in the Caribbean
coral Montastraea faveolata. Mol. Ecol. 17, 3952–3971.
17. Morgan, T.J., and Mackay, T.F.C. (2006). Quantitative trait loci for
thermotolerance phenotypes in Drosophila melanogaster. Heredity 96,
232–242.
18. Aitken, S.N., Yeaman, S., Holliday, J.A., Wang, T., and Curtis-McLane, S.
(2008). Adaptation, migration or extirpation: climate change outcomes
for tree populations. Evol. Appl. 1, 95–111.
19. Eckert, A.J., van Heerwaarden, J., Wegrzyn, J.L., Nelson, C.D., Ross-
Ibarra, J., Gonza´lez-Martı´nez, S.C., and Neale, D.B. (2010). Patterns of
population structure and environmental associations to aridity across
the range of loblolly pine (Pinus taeda L., Pinaceae). Genetics 185,
969–982.
20. Savolainen, O., Pyha¨ja¨rvi, T., and Knu¨rr, T. (2007). Gene flow and local
adaptation in trees. Annu. Rev. Ecol. Evol. Syst. 38, 595–619.
21. Hancock, A.M., Brachi, B., Faure, N., Horton, M.W., Jarymowycz, L.B.,
Sperone, F.G., Toomajian, C., Roux, F., and Bergelson, J. (2011).
Adaptation to climate across the Arabidopsis thaliana genome.
Science 334, 83–86.
22. Fournier-Level, A., Korte, A., Cooper, M.D., Nordborg, M., Schmitt, J.,
andWilczek, A.M. (2011). Amap of local adaptation inArabidopsis thali-
ana. Science 334, 86–89.
23. Hancock, A.M., Witonsky, D.B., Alkorta-Aranburu, G., Beall, C.M.,
Gebremedhin, A., Sukernik, R., Utermann, G., Pritchard, J.K., Coop,
G., and Di Rienzo, A. (2011). Adaptations to climate-mediated selective
pressures in humans. PLoS Genet. 7, e1001375.
24. De Wit, P., and Palumbi, S.R. (2013). Transcriptome-wide poly-
morphisms of red abalone (Haliotis rufescens) reveal patterns of gene
flow and local adaptation. Mol. Ecol. 22, 2884–2897.
25. Hess, J.E., Campbell, N.R., Close, D.A., Docker, M.F., and Narum, S.R.
(2013). Population genomics of Pacific lamprey: adaptive variation in a
highly dispersive species. Mol. Ecol. 22, 2898–2916.
26. Baird, A.H. (2001) The ecology of coral larvae: settlement patterns,
habitat selection and the length of the larval phase. PhD thesis
(Townsville: James Cook University).
27. Sanford, E., and Kelly, M.W. (2011). Local adaptation in marine inverte-
brates. Annu. Rev. Mar. Sci. 3, 509–535.
28. Levene, H. (1953). Genetic equilibrium when more than one ecological
niche is available. Am. Nat. 87, 331–333.
29. Shahsavarani, H., Sugiyama, M., Kaneko, Y., Chuenchit, B., and
Harashima, S. (2012). Superior thermotolerance of Saccharomyces cer-
evisiae for efficient bioethanol fermentation can be achieved by overex-
pression of RSP5 ubiquitin ligase. Biotechnol. Adv. 30, 1289–1300.
30. Finley, D., O¨zkaynak, E., and Varshavsky, A. (1987). The yeast polyubi-
quitin gene is essential for resistance to high temperatures, starvation,
and other stresses. Cell 48, 1035–1046.
31. Torgerson, D.G., and Hernandez, R.D. (2012). Evolutionary signatures in
non-coding DNA. In Rapidly Evolving Genes and Genetic Systems, R.S.
Singh, J. Xu, and R.J. Kulathinal, eds. (Oxford: Oxford University Press),
pp. 115–124.
32. Liu, G., Rauenzahn, J., Heron, S., Eakin, C., Skirving,W., Christensen, T.,
Strong, A., and Li, J. (2013). NOAA Coral reef watch 50 km satellite
sea surface temperature-based decision support system for coral
bleaching management. NOAA Technical Report NESDIS 143.
March 2013. http://data.nodc.noaa.gov/coris/library/NOAA/CRCP/
project/20370/NOAACRW50kmSatSSTemp-NESDISTechReport143.pdf.
33. Teneva, L., Karnauskas, M., Logan, C.A., Bianucci, L., Currie, J.C., and
Kleypas, J.A. (2012). Predicting coral bleaching hotspots: the role of
regional variability in thermal stress and potential adaptation rates.
Coral Reefs 31, 1–12.
34. Logan, C.A., Dunne, J.P., Eakin, C.M., and Donner, S.D. (2014).
Incorporating adaptive responses into future projections of coral
bleaching. Glob. Change Biol. 20, 125–139.
